Introduction

Expression
of different proteins, such as receptors and transport molecules, on apical and basolateral plasma membrane domains is the key to the specific function ofa particular epithelium. Much attention has therefore been paid to elucidating how this membrane polarity is generated and maintained (18). Among the puzzles in relation to membrane polarity is the role of tight junctions (3, 10, 14, 18, 24, 25 The pellets were then frozen in a nitrogen slush. Freeze-fracture was performed with a Balzers BAF 301, as previously described (24).
Quantitation oflmmunogold
Labeling. Quantitation of the immunogold labeling ofthe cell surface was carried out as described elsewhere (23 Coated pits were stained by immunoperoxidase at both the apical and the basolateral surface.
In particular, those at the basal surface showed strong staining as compared to the rest of the membrane ( Figure  2c ). After 12 hr, cell islets were more flattened, but the general pattern ofMAM-6 distribution was as described for 6 hr ( Figure  4 and l#{224}ble 1). Plated cells kept for 12 hr in the presence of cycloheximide showed a significantly lower (p < 0.02) amount ofgold partides per tm' membrane than without cycloheximide, while the apical:basal ratio ofgold particles was roughly the same (l#{224}ble 1).
The typical polarized distribution of MAM-6 was almost cornpletely restored 24 hr after plating ( Figure  5 ). Quantitation of gold particles now revealed an apical:basal surface ratio of about 301 (Table 1) . However, both the total amount ofgold particles per .tm2 membrane and the apical:basal ratio were lower than in untreated (control) monolayers (Table   1) .
Formation of Tight Junctions
Freeze-fracture preparations of control monolayers revealed typical tight junctions with three to eight strands (24). In contrast, the 
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Role ofCytoskeletalElements in Formation ofPolarity
When plated single cells were cultured for 12 hr with colcemid or nocodazol in the medium, membrane polarity was generated as described above (Figures  7a and 7b) . Also, when confluent MCF-7 cells were kept for 12 hr in the presence ofcolcemid or nocodazol, no changes in polarity were observed ( Figure  7c ). However, significantly more mitotic figures were seen with phase-contrast microscopy (data not shown).
When
the cells were grown in monolayer in the presence of cytochalasin D, microvilli of normal appearance were replaced by irregular thick blebs, while the polarity was unaffected ( Figure  7d ). :: t s:5.\ I :;
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